Docket No. : 1322.1 026-005 

Title: EMULSAN ADJUVANT IMMUNIZATION.. 
Inventors: David L. Kaplan, et al. 



1/13 




Docket No.: 1322.1026-005 

Title: EMULSAN ADJUVANT IMMUNIZATION... 

Inventors: David L. Kaplan, et al. 

2/13 



70 bp Tnioends 



ISIOR . | Km Ptt v 



pLOFPttKm 
-4.9 kb 



[2.4 kb.) 
MNX NSFM 




mini-TnlOPttKr 



Km ptt 




TRANSPOSON 



Random Insertion 



FIG. 2 



Docket No.: 1322.1026-005 

Title: EMULSAN ADJUVANT IMMUNIZATION... 
Inventors: David L. Kaplan, et al. 

3/13 



80 





70 - 


c 






60- 


w J 


~s 




E 


50- 








40- 


e 






30- 






~o 


20- 


£ 


10- 




12 12.30H 

12,20H 14 



16=1 

Carbon Length 

FIG. 3A 



18 = 1 



90 





80- 






a 


70- 


CO 






60- 


E 


50- 


CD 




40- 


E 


\ 


30- 


o 


20- 


E 


10- 





EL. 



12 12,30H 16=1 ' 

12 t 20H 14 16 



□ LB 

0 LB +C14 



17 



18 = 1 



Carbon Length 



FIG. 3B 



Docket No. : 1 322. 1 026-005 

Title: EMULSAN ADJUVANT IMMUNIZATION.. 

Inventors: David L. Kaplan, et al 



4/13 



-4— » 

G 

a 
o 

• 

cd 
O 

S 
w 



o 

e 

cd 
o 

o 
Q 



G 

o 

Cd 

H 



G 
c 

Cd 

a 
X 











m 


o 


ON 


m 






-H o 


-H 


oo 


*0 


ro 


o 






o 







to 




O 


o 


O 


CN 






-H 




-H 




-H 


CN 


OO 


oo 
o 










CN 







— o o 

(N ^ (N 

-H -H -H -H -H 

io — m o w> 

^ ^ o 



a 



o 

00 

a 
o 

•§ 



.J 



^ \o oo 

o u 5 6 

+ + + + 

ffl CQ CQ ffl 



Docket No.: 1322.1026-005 

Title: EMULSAN ADJUVANT IMMUNIZATION.. 

Inventors: David L. Kaplan, et ah 



5/13 



CO 

'£ 
a 

< 

a 
o 

V- » 

o 

js 

"55 



O 
O 

Q 



O 
a 

cd 
o 

a 

<L> 

H 



g 

a 

C3 

X 



OO 

O O 

-H +1 O O -H 
*o o oa 



o o 

-H -H o 
o m 



o 

4) -H 

^ 2 



0 o <n 
^ -H q -H -H 



a 

p 

O 

G 
O 



s 



t vo oo 

U U U U 

+ + +' 4- 

PQ PQ CQ CQ 

H-l 1-4 I— 1 I— 1 



CO 

d 



Docket No.: 1322.1026-005 

Title: EMULSAN ADJUVANT IMMUNIZATION... , 
Inventors: David L. Kaplan, et al. \ 



6/13 



O 
O 

o 

o 
o 



CD 
CL 

X) 

CD — 
CO CD 

o o 

0) 
CD 

q: 



CL 



^ 2000 



CD 
O 

o 
o 
o 

o 

00 

1_ 
CD 
Q. 

T3 
CD 
CO 
O 

a> 

cr 

Ll. 

z: 
(- 
o> 

Ql 



4000- 



3000- 



2000- 



1000- 



□ Crude 0 Deproteinized 





f 








1 






T 
X 




± 









































^1 



i 



^ A* ^ > 



c<V „cf» 



FIG. 5A 



1600- 
1200- 
800 
400 - 
0 



I 



1 



Medium 200 ng/ml 20 ng/ml 2 ng/ml 
EM EM EM 



FIG. 5B 



Docket No. : 1322.1026-005 

Title: EMULSAN ADJUVANT IMMUNIZATION... 

Inventors: David L. Kaplan, et al 

7/13 



O 

-a E 

CD Z3 

CO — • 

O CO 

JCD — 

CD CD 
IT O 

f§ 

2: CD 

a) 
a. 



0.2 H 

0.0 







... 1 1 — 





FIG. 6 



Docket No.: 1322.1026-005 

Title: EMULSAN ADJUVANT IMMUNIZATION.. 

Inventors: David L. Kaplan, et al. 

8/13 



800 



CD 

§3 

3> o 
g O 

o 

Q. 



700- 
600- 
500- 
400- 
300 
200 - 1 
100 
0 



□ HeNC2 Ce! Is □ GG2EE Cel Is 



I 



I 



L 



F7T1 



cV 

^ ^ ^ 



w 4& 



FIG. 7A 



CL 

a> — 

CO CD 
O O 

CP 
CL 



300O 



250O- 



2000- 



150O- 



100O- 



500- 




I00ng/ml lOng/ml 1 ng/ml 0.1 ng/ml 
LPS LPS LPS LPS 



FIG. 7B 



Docket No.: 1322.1026-005 1 
Title: EMULSAN ADJUVANT IMMUNIZATION... 
Inventors: David L. Kaplan, et al. 



9/13 



EMIO 


RAG-1 
on C20 
saturated 




12.18 


38.69 


56.13 


1.18 




oo 

CO 
CN 


6.60 




1.66 




120.19 


EM9 


RAG-1 
onC18 
saturated 




8.26 


58.88 


99.05 


1.07 


2.62 




uo 
CN 

CN 






3.15 


179.06 


EM8 


RAG-1 
onC17 
saturated 


nulsan) 


9.59 


38.99 


17.10 


0.89 


2.81 


1.59 


4.42 


37.66 


0.85 


tr> 
co 

CN 


117.43 


EM7 


RAG-1 on 

C16 
unsaturated 


it (nmol/mg Ei 


14.57 


19.17 


86.75 






17.64 










138.13 


EM6 


RAG-1 
onC15 
saturated 


acid conten 


5.91 


22.53 


46.99 


1.09 


5.61 




2.14 






9.01 


106.31 


in 

w 


Ml (52D) 
onC14 
saturated 


Fatty 


2.53 


44.68 


8.69 


4.75 




8.21 


11.35 




0.05 


0.27 


80.53 


EM4 


M2(13D) 
onC14 
saturated 




0.10 






6.15 




0.08 


m 




0.25 


0.66 


8.46 


EMI 


RAG-1 

on 
Ethanol 




22.65 


58.03 


118.41 






8.92 


46.25 




11.17 


4.62 


270.06 


ELISA code 


A. 

calcoaceticus 
strain and 

culture 
conditions 




C12:0 


C12(20H) 


C12(30H) 


C14:0 


C15:0 


C16.1 


C16:0 


C17:0 


C18:l 


C18:0 


total 



oo 

d 



Docket No. : 1 322. 1 026-005 

Title: EMULSAN ADJUVANT IMMUNIZATION. 

Inventors: David L. Kaplan, et al. 

10/13 



O 
O 

o 

8* 

1— 

CD 
CL 

T3 
CD 
CO 
O 
0) 

<D 



CO 

o 



or 



c . 




0 20 ng/ml 
B 2.0 ng/ml 
S 0.2 ng/ml 
□ 0.02 ng/ml 




EM1 EM2 EM3 EM4 EM5 EM6 EM7 EM8 EM9 EM10 



FIG. 9A 




300 



FA Content of Emulsan (nmol FA/mg EM) 

FIG. 9B 



i) 



Docket No. : 1 322. 1 026-005 

Title: EMULSAN ADJUVANT IMMUNIZATION.. 

Inventors: David L. Kaplan, et al. 

11/13 



Q) CD 

o o 

< < 

< UJ 





cn 


CD 


<t 


Ion 


00 


< 






3 


UJ 




1 




O 





I 
I 

o 

I 
I 



CO 00 
co 5 < 



.2* 

X 



CL 
Q 

i 
i 

<3 
I 



i < 
CL U- 
Q O 

it 




O T 



u (9)00l uounua wruasi+uv 



Docket No.: 1322.1026-005 

Title: EMULSAN ADJUVANT IMMUNIZATION. 

Inventors: David L. Kaplan, et al. 



12/13 



c 
o 



E ° 
a> o 

c 
< 



5- 
4 - 
3- 
2- 
1 - 



J±H± 



vO^ ^ ^ ^ ^ ^ 

^ <^ ^ .<<< 



C« ^ "- V 



FIG. IIA 



.2 4_1 

Ic 3- 

| O 2 J 
2 O 

CD 



c 



1 H 
0 



cf>* ^ ^ f 5 * ^ 



^ J 
Q & & tf* <p 



FIG. I IB 



Docket No.: 1322.1026-005 

Title: EMULSAN ADJUVANT IMMUNIZATION... 

Inventors: David L. Kaplan, et al. 

13/13 




FIG. 12 



